Analysis and normalization of proteome data
Assessment of protein abundance densities was performed to compare the individual replicates of each stimulatory condition and time point ( Figure S1 ). Some replicates showed differences in protein abundance densities compared to the majority of overlapping protein abundance densities ( Figure S1 A-C). Therefore, a further comparison by calculation of the peak sums for every sample was performed. Figure S2 shows the peak sums of protein abundances for every replicate per condition and time point. A median of all peak sums per time point was calculated and is shown as black lines. Application of a threshold standard deviation (sd) of 1.25 caused the elimination of replicates representing a different protein abundance density compared to the majority. Using this approach, we excluded 2 replicates for the 6 h time point, 6 replicates for the 12 h time point, and 7 replicates for the 24 time point. Analysis of the data distribution revealed to be variable and asymmetric by representing the sd over mean of protein abundances per time. Therefore, a variance stabilization and normalization (VSN) was applied and sd over mean of transformed protein abundances remained stable ( Figure S3 ). Significance was calculated based on Storey's positive false discovery rate also known as q.value. A comparative study between q.value and p-value revealed that a p-value ≤ 0.05 result in a q.value of 0.175 ( Figure S4 ). Table S2 : Core analysis performed by IPA showing the top canonical pathways after stimulation with IL27 (30 ng/mL) ± calprotectin (1 g/mL) for each stimulus vs Ctrl and also the comparison between IL27 and IL27 + calprotectin. Abbreviation: not a number (NAN).
